The gene expression levels of OSR1, PAX2, LIM1 (i.e., markers of IM), SOX1 (a marker of ectoderm), and SOX17 (a marker of endoderm) were quantified by qPCR (Left). The expression levels were normalized to that of the housekeeping gene β-actin. Fold changes from day 0 to day 6 for each gene expression were investigated, and the expression of OSR1 was dominant (paired t-test, Right).
supplemented with 1 × B27, (ii) 100 ng/ml BMP7 and 100 ng/ml Wnt3a, and (iii) Synthemax; (b) (i) DMEM/F12+Glutamax supplemented with 1 × B27, (ii) none, and (iii) collagen IV; (c) (i) CnT-Prime Basal medium, (ii) 20 ng/ml EGF, and (iii) collagen IV; (d) (i) CnT-Prime Differentiation medium, (ii) none, and (iii) collagen IV; and (e) (i) Keratinocyte-SFM, (ii) 20 ng/ml EGF and BPE (provided with the medium), and (iii) collagen IV. Condition (e) was considered to be the most efficient to induce p63 expression. The data are presented as the means ± S.D. of three independent experiments.
Supplementary Figure 3: Expression of CK17 of iRCs. Immunofluorescence image of iRCs on day 14 after differentiation.
Approximately 70% of the iRCs were positive for CK17 in this experiment. However, we found that this expression was not stable and was dependent on the individual experiments. Some of the cultures reached approximately 70% expression, but others showed low expression. The scale bars represent 100 μm. The expression levels of TAP1 of spheroids were higher than those of adherent cells. Y-axis were relative gene expression normalized to the expression of β-actin, which was multiplied by 1000 for improving visualization. **, p < 0.01; n.s., not significant. HLA-G, human leukocyte antigen-G; TAP1, transporter associated with antigen processing 1; adh, adherent cells; sph, spheroids.
